After de-staining QD605 signal is completely eliminated (b), while barely detectable QD565 staining of SpA highlights trace amounts (< 10%) of leftover QD605-SpA probes (e), indicating that majority of QD-SpA probes are efficiently eluted from the specimen, whereas remaining probes are completely quenched. In contrast, poststaining crosslinking of QD-SpA-Ab probes to specimen hinders elution, as indirectly evidenced by preserved SpA staining in QD565 channel (f), keeping all QD-SpA-Ab probes attached to the specimen. Yet, even in this case QD605 signal is completely eliminated following de-staining (c), proving low-pH-mediated QD quenching as a sufficient method for elimination of non-specific fluorescence background build-up through staining cycles.
Brightness of all images is normalized to (a) to facilitate in direct comparison of staining intensity. Scale bar, Fig. S7 ) and ensures that observed staining is generated by incubation of cells with a new QD-SpA-Ab cocktail during each cycle. Scale bar, 250µm.
